The iron-acetic acid reagent used for cholesterol determinations produces a color with tomatine, which is reported to be a more specific precipitant for cholesterol. To circumvent the interferene of tomatine found in a cholesterol-tomatinide complex, a standard solution containing st&chiometric amounts of tomatine and cholesterol was used and proved to be reliabte for the determination of free cholesterol in serum.
A NEW precipitating agent, tomatine, a glycosidal alkaloid, has a greater specificity than digitonin for cholesterol (1) . 
Materials, Methods, and Results

Purification of Cholesterol and Tomatine
Cholesterol was purified by tile dibromide method (4) . Crude tomatine was dissolved in hot alcohol and decolorized by the addition of charcoal and by filtration; it was then cooled in carbon dioxide-acetone bath and the precipitated crystalline tomatine filtered. This recrystalization procedure was repeated 3 additional times. (Fig. 3 ).
Cholesterol Determination
Determinations
Serum Cholesterol Recoveries
To 60 ml. of extracting reagent* in a 100-mi. volumetric flask was added 4 ml. of a pooled serum and 4 mg. of cholesterol.
To another such flask with 60 ml. of extracting reagent was added 4 ml. of serum. Contents of each flask were thoroughly mixed and diluted to 100 ml. with extracting reagent, mixed again, then filtered through Whatman No. 1 filter paper.
During this procedure the filtration beakers were covered by larger ones to prevent loss of solution by evaporation. In one series of twelve 15-mi. centrifuge tubes and another series of 4, was placed 2 ml. of cholesterol-serum solution; in another series of 10 and 4, 5 ml. of serum extract was placed. Each volume was concentrated in a 65-85#{176} water bath to approximately 0.5 ml., then 1 ml. of tomatine solution was added, the pH adjusted just to the acid side of phenolphthalein, the solution mixed, and the sides of the tubes rinsed. The specimens were allowed to stand overnight; then 3 ml. of extracting solution was added and again the mixing and rinsing procedure was repeated. The tubes were then centrifuged and the supernatant fluids were discarded. To each precipitate was added 1 ml. of extracting reagent and the mixing and rinsing repeated. The precipitate was collected by centrifugation, dissolved in 3 ml. of Zak reagent, and the color developed in the usual way ( Table 2) .
Discussion
A comparison of a standard cholesterol curve with Ol1 in which a constant amount of tomatirie had been added revealed that tomatine produced a color with the Zak i-eagents. The color produced by the Zak reagent on tomatine is linear-as in(licated by the standard tomatme curve, which is read at 560 m. (Fig. 1 and 2 
Summary and Conclusions
Tomatine interferes with cholesterol determination 1w the Zak method. This difficulty was circumvented by using a standard solution con-taming molar-equivalent amounts of both cholesterol and tomatine, and developing color using a Zak method for determining cholesterol. This method can be used to determine free cholesterol in serum.
